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Monday, February 27, 2012 341amortality than at 2 months or later. At 2 months they often die suddenly without
clear symptoms of HF, whereas at 3 months, many of them showed evident
symptoms of HF. In isolated left ventricular myocardium (LV) from 2
month-mice, spontaneous activity frequently occurred and action potential du-
ration was prolonged. Transient outward (Ito) and ultrarapid delayed rectifier
Kþ currents (IKur) were significantly reduced in DCM myocytes. Correspond-
ingly, down-regulation of Kv4.2, Kv1.5 and KChIP2 was evident in mRNA and
protein levels. In 3 month-LV, more frequent spontaneous activity and further
down-regulation in above Kþ channels were observed. 1 month mice, on the
contrary, showed infrequent spontaneous activity in LV, in which Kv4.2 but
not Kv1.5 or KChIP2 was down-regulated. Because they are at low risk of
death in spite of enlarged hearts, reduction in Kv4.2 is not sufficient for sudden
death (SD). Our results suggest that the combined down-regulation of Kv4.2,
Kv1.5 and KChIP2 prior to the onset of HF may play an important role in
the premature SD in this DCM model.
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Introduction: Angiotensin II activation and associated elevation in ROS have
been implicated in pathogenesis of arrhythmia. We created a transgenic mouse
model of cardiac restricted overexpression of ACE (ACE8/8). These mice show
spontaneous VT/ VF, SCD, and a reduction in Cx43 level, which impairs con-
duction and predisposes to arrhythmia. We sought to determine the role and the
major source of ROS by angiotensin II in VT/ VF and Cx43 remodeling.
Method: Wild type and ACE8/8 mice with and without 2 weeks of treatment
with LNIO (NOS inhibitor), Sepiapterin (precursor of BH4), Mito-TEMPO
(mitochondria-targeted antioxidant), Apocynin (NADPH oxidase inhibitor),
Allopurinol (Xanthine oxidase inhibitor), and ACE8/8 crossed with P67DN
were studied. Western blotting, detection of mitochondrial ROS by MitoSOX
red, electron microscopy, immunohistochemistry staining, and a fluorescent
dye diffusion technique for functional assessment of Cx43 were performed.
EP study was performed by a 1.1F catheter through pacing the right ventricle.
Results: Treatment with Mito-TEMPO prevented SCD in ACE8/8 mice
(p=0.0005, 95%CI of 1.96 to 11.53). Treatment withMito-TEMPOwas also asso-
ciatedwith reduction inVT inducibility (from87% to 50%), correction of gap junc-
tion dye conduction (from 75% of control to normal, P<0.05), reduction of
mitochondrial ROS (from 6 to 1.8 fold of the control), improvement of structure
of mitochondria (detected by electron microscopy), increase in Cx43 level at the
gap junctions (from 33% to 70% of control level detected by western blot and im-
munohistochemistry). TreatmentswithL-NIO,Sepiapterin,Allopurinol,Apocynin
and crossing with P67DNmice did not prevent VT/VF and SCD in ACE8/8 mice.
Conclusion: Mitochondrial oxidative stress plays a central role in ROS-
induced arrhythmia and mitochondria-targeted antioxidants may be effective
antiarrhythmic drugs.
TRPV, TRPM, TRPP Channels
1730-Pos Board B500
Optical Recording of Single Channel TRPV1 Activity in Living Cells
Eric N. Senning, Sharona E. Gordon.
University of Washington, Seattle, WA, USA.
Themulti-modal cation channel transient receptor potential vanilloid 1 (TRPV1),
which is activated by heat, protons and a variety of endogenous and exogenous
ligands amongst other stimuli, senses the extracellular environment. To investi-
gate how the cell tunes its sensitivity to this environment, we asked whether the
cell imposes functional constraints on TRPV1 by exercising a control over its lo-
calization.Weandothers havepreviously shown that TRPV1 channels can be reg-
ulated by trafficking and that surface expression of the channel is increased by
treatment with Nerve Growth Factor (NGF), which induces inflammation. Inves-
tigation of fluorescently-labeled single channels by total internal reflection fluo-
rescence (TIRF) imaging reveals a broad distribution of channel movement in
the plasma membrane from immobile up to a lateral diffusion of 1.9 microme-
ter2/sec.Wenext assayed the functional subset of this large distributionbysparklet
analysis, which employs an intracellular fluorescent calcium indicator as a probe
forTRPV1opening events. TRPV1sparklets appear asbothmobile and immobile.
Mobile TRPV1 sparklets exhibit an average effective diffusion of 0.072 microm-
eter2/sec (n=9) with a maximal effective diffusion of .15 micrometer2/sec for one
channel. The time dependent behavior of the more mobile subset of sparklets re-
veals that their mobility decreased, and our ongoing effort to understand the
spatio-temporal behavior ofTRPV1 is directed at how the channel’s activity slowsits movement. Funding provided through the University of Washington Training
Grant in Cardiovascular Pathology (NIH) and the National Eye Institute (NIH).
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Bradykinin (BK) and nerve growth factor (NGF) both sensitize TRPV1 channels
in dorsal root ganglia (DRG) and trigeminal ganglia (TG) neurons of mammals.
BK treatment of dissociated DRG neurons and transiently transfected cells ex-
pressing TRPV1 and the B2 receptor for BK (a Gaq-coupled GPCR) confirmed
reports in the literature of increased capsaicin-activated currents in whole-cell re-
cordings. Calcium imaging of human embryonic kidney 293 cells (293T) and
DRG-neuroblastoma hybrid cells (F-11) show a consistent calcium rise upon
treatment with BK, but up to three-day-old dissociated DRG neurons seldom
show a calcium rise. Confocal imaging of F11 and 293T cells transfected with
a fluorescent diacylglycerol probe (C1-PKC-GFP) shows an increase of DAG
in the plasmamembrane (PM) upon application ofBK, but a fluorescent phospha-
tidylinositol 4,5-bisphosphate (PIP2) probe (YFP-PLCd1-PH) did not reveal
a change in the PIP2 levels on the PM.Calcium imaging of dissociated DRG neu-
rons and F-11 cells expressingNGF-receptors trkA and p75 did not show calcium
rise upon application of NGF. F-11 cells expressing NGF receptor, TRPV1 chan-
nels and a fluorescent phosphatidylinositol 3,4,5-triphosphate (PIP3) probe (YFP-
GRP1-PH) exhibit increased PIP3 levels on the PM upon NGF treatment. F-11
cells expressing thePIP3 probe did not showa change of PIP3 levels on the plasma
membrane upon application of BK. These results suggest different pathways for
BK and NGF sensitization of TRPV1 channels in cultured cells. BK produces
TRPV1 sensitization with no measurable change in PIP2 levels, a rise in calcium
and an increase on DAG, suggesting changes of second messengers downstream
from phospholipase C (PLC) activation different fromPIP2, while NGF produces
TRPV1 sensitizationwith ameasurable change of PIP3, and no significant change
in calcium suggesting changes of secondmessengers downstream from phospha-
tidylinositol 3-kinase (PI3K). Funding provided byGrantEY07031 from theNEI.
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The TRPV1 ion channel is responsible for the perception of high temperatures,
low pH and responds to binding of some pungent compounds. It is also associ-
ated with the perception of pain and noxious stimuli.
Fluorescent resonance energy transfer is a distance-dependent interaction be-
tween two dye molecules in which excitation is transferred from a donor mol-
ecule to an acceptor molecule.
By using FRETmeasurements between
donor and acceptor pair introduced in
the channel, we attempt to discern the
molecular organization of the N- and
C- termini of the TRPV1 ion channel.
We genetically attached the YFP or
CFP to the N- or C- termini of the pro-
tein, transfected the chimeras into
HEK293 cells and measured FRET by
the spectral FRET method. We were
able to determine the architecture of
the N andC termini within the tetramer,
and its localization relative to the plane
of the membrane.1733-Pos Board B503
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The bioactive phospholipid, lysophosphatidic acid (LPA), whose levels are in-
creased upon tissue injury, activates primary nociceptors resulting in neuro-
pathic pain. The TRPV1 ion channel is expressed in primary afferent
nociceptors and is activated by physical and chemical stimuli. Our data show
that LPA produces acute pain-like behaviors in control mice, which are substan-
tially reduced in Trpv1 null- animals and that LPA activates TRPV1 through
a novel mechanism that is independent of G protein-coupled receptors, contrary
342a Monday, February 27, 2012to what has been widely shown for other ion channels, by directly interacting
with the C-terminus of the channel. These data highlight TRPV1 as a direct mo-
lecular target of the pain-producing molecule LPA constituting the first example
of LPA binding directly to an ion channel to acutely regulate its function.
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TRPV1 is a tetrameric voltage-sensitive cation channel that is activated by heat
and vanilloids. The architecture of TRP channels are thought to be related to Kv
channels, with each subunit containing six transmembrane segments. In addition
to being activated by capsaicin, TRPV1 is activated by Double-Knot Toxin
(DkTx), a protein toxin purified from the Chinese Bird Spider, Selenocosmia hu-
wena (Bohlen et al. 2010, Cell 141, 834-35). DkTx is unique in that it contains
two Inhibitor Cysteine Knots (ICK) motifs connected by a peptide linker. Al-
though these ICKmotifs are related to those found in tarantula toxins that target
voltage sensors in Kv channels, DkTx does not appear to interact with classical
voltage-activated cation channels.We set out to explore themechanism ofDkTx
activation of TRPV1, and began by producing the toxin in E. Coli and testing for
activity against TRPV1. DkTx was expressed as a fusion with bacterial Ketoste-
roid Isomerase (KSI), cleaved fromKSI using hydroxylamine, and purifiedusing
reverse phase HPLC. Reduced DkTxwas folded in vitro in a solution containing
(GSH/GSSG) and guanidine HCl, and the folding reaction monitored by HPLC.
Using this procedurewe obtained a predominant species of the toxin thatwas fur-
ther purified by reverse phase HPLC. When tested for activity on TRPV1 ex-
pressed in Xenopus laevis oocytes, DkTx produced robust and slowly
reversible activation of the channel when voltage clamped at60mV. At a con-
centration of 2mM, DkTx produced comparable activation to 2 mM capsaicin,
suggesting that the apparent affinity of the recombinant toxin is similar to that
reported for the native toxin. We are currently working to solve the structure
of DkTx using NMR and further investigating it’s mechanism of activation.
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The transient receptor potential vanilloid 1 (TRPV1) ion channel is expressed in
nociceptors, where pharmacological modulation of its function may offer a way
of easing pain and neurogenic inflammation processes in the human body. The
aim of this study was to investigate how depletion of cholesterol from the cell
membrane maymodulate ion-permeability of the TRPV1 ion channel expressed
in CHO-cells. The ion-permeability properties of TRPV1measured with whole-
cell patch clamp on a Chinese hamster ovary (CHO) cell line expressingTRPV1.
Sustained capsaicin-induced activation of TRPV1 with N-methyl-D-glucamine
(NMDG) as the sole external cation, generated a biphasic current,with a first out-
ward current and a second inward current. Similarly, sustained proton-activation
(pH 5.5) of TRPV1 in the absence of external calcium also generated a biphasic
current, with a first fast current peak followed by a second larger one. Also, patch
clamp recordings of reversal potentials revealed a change of the ion-permeability
during prolonged activation of the TRPV1 channel in extremely low extracellu-
lar calcium. Our findings show that depletion of cholesterol from the cell mem-
brane inhibited both the second current resulting from sustained agonist-
activation, and the change in ion-permeability of theTRPV1channel.Our results
propose a novel mechanism by which cholesterol-depletion may modulate the
ion channel function of TRPV1, which may constitute a novel pharmacological
based approach for the treatment of pain and neurogenic pain.
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The transient receptor potential (TRP) family of ion channels is a large class of
ion channels that is involved in various biological functions. These ion chan-
nels are activated by a wide range of stimuli but the general membrane topol-
ogy and permeability to cations are common features.
This study focusesmainly on one of themembers, TRPV1,which responds to nox-
ious heat and ligands like protons and capsaicin. This ion channel is situated in no-
ciceptive sensory neurons and thereby upon activation; TRPV1 causes a sensationof pain. TRPV1 has been the subject of intense research due to this involvement in
pain reception although much is left to be discovered regarding its detailed struc-
ture and the regulatory mechanisms during desensitization and tachyphylaxis.
This study utilizes the principle of limited proteolysis as a way to attain informa-
tion about surface exposed regions of TRPV1. Since flexible, exposed regions of
a protein aremore prone to proteolysis, information regarding flexible and dense
regions of a protein can be obtained if proteolysis is performed at different time
scales. Exposed regions often correlateswith ligand binding sitesmaking limited
proteolysis a usable tool for fast screening of possible binding sites.
The study is performed by immobilizing membrane vesicles containing the pro-
tein in a flow cell, subsequently exposing them to trypsin and finally analyzing
eluted peptides with mass spectrometry. A protocol using sequential digestions
rather than standard batch digestions proved to yield higher sequence coverage.
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TRPV1 is a nonselective calcium permeable cation channel present in polymodal
nociceptors that plays a crucial role in the development of inflammatory pain and
thermal hypersensitivity. Plasmamembrane phosphoinositides are recognized
as important regulators of TRPV1; the precise nature of their effect is, however,
controversial. We and others have shown that phosphatidyl-inositol-(4,5)-
bisphosphate [PI(4,5)P2] aswell as other phosphoinositides activate TRPV1 in ex-
cised patches. Calcium influx via TRPV1 channels activates PLC and results in
a robust depletion of both phosphatidyl-inositol-(4)- phosphate [PI(4)P] and
PI(4,5)P2 in expression systems. Hydrolysis of PI(4,5)P2 under these circum-
stances is now accepted to be an important contributor to channel desensitization.
However, the involvement of PI(4)P in the process remains an issue of debate. In
addition, preceding data corroborated by our own observations suggest an addi-
tional indirect inhibitory effect of PI(4,5)P2, but not other phosphoinositides. In
the present work we show that potentiation of whole-cell TRPV1 currents by bra-
dykinin is partially impaired by dialyzing diC8-PI(4,5)P2 through the patch pipette
in both expression systems and native cells (DRG neurons), supporting the notion
that in addition to the well documented role of PKC-mediated phosphorylation in
TRPV1channel sensitization, PI(4,5)P2 depletionmay alsobe involved in this phe-
nomenon. Using mouse DRG neurons we confirm that in addition to PI(4,5)P2,
PI(4)P is also an important activator of TRPV1. Both lipids are simultaneously de-
pleted in response to TRPV1-activation, while dialysis of both lipids via the patch
pipette reduceddesensitizationofTRPV1-positive neurons. IncontrastBradykinin
receptor activation differentially regulated PI(4,5)P2 and PI(4)P abundance in
DRGneurons, resulting in isolatedPI(4,5)P2 depletion.Theseobservations suggest
important differences in phosphoinositides handling during calcium-activated and
receptor-induced PLC activation, respectively, and may partially explain the dif-
ferential TRPV1 regulation under these conditions.
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TRPV2 is amember of the superfamily of theTransientReceptorPotential (TRP)
ion channels. These channels are assembled into homotetramers and allow cat-
ions across the membrane in response to physico-chemical stimuli such as
heat, pressure, osmotic changes, etc. TRPV2 is an orphan receptor, since no spe-
cific endogenous ligand has been identified yet. To better understand the role of
TRPV2 and to go further into its function, sequence analysis of orthologs for
TRPV2 has been performed in order to define common and differential architec-
tural regions. Preliminary biophysical characterization such as thermal stability,
and secondary structure composition analysis has been carried out on the differ-
ent TRPV2 orthologs to identify key structural points in the TRPV2 topology.
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TRPM3 has recently been identified as a nociceptor channel in sensory neurons,
where itmediates pain responses to noxious heat and the neurosteroid pregnenolone
sulphate (PS).SeveralTRPM3splice isoformshavebeen identified, including splice
variants with differences in the pore region exhibiting concommitant differences in
permeabilityproperties.Weanalysed andcompared theheat- andPS-sensitivitiesof
different TRPM3 isoforms, as well as their sensitivity to potential gating modula-
tors. Our results provide insight into the structural determinants for TRPM3 gating,
and provide novel tools for studying the role of this channel in vivo.
